mmm 

n^^n^j )\s^mMiW^^vt>j KX^nVfM&n (polyhedrin) M 
&t>ti2>#J7'C0te~e$>2> occulus ion body t LT sf 9 m^(Dm^^BM^ 

xi commit ^mmommtetk^s %mm^mmmm^ ] o^<<. mm 

fz&lz^ m^M^JJlX (Budded virus : ffllffl^ffT^^^^ P t>4 )^7s 

D^^;P^©^>^P-r±fc|EllR^tl^Ci:^ Bouvier 
l\£ (Loisel TP, Ansanay H, St-Onge S, Gay B, Boulanger P, Strosberg AD, 
Marullo S, Bouvier M. , Nat Biotechnol. 1997 Nov;15(12) : 1300-4. , Recovery of 
homogeneous and functional beta 2-adrenergic receptors froi extracellular 
baculovirus particles : Mtffc@!&&|iSWO 9 8/4 6 7 7 7) Q mJLMm^% 



i 



$m$tir^%o LfrU Bouvier Z\±£&{m&M&ft<Dm&&Wfc-D\<\rl± 

ma&mmmm&n. ?**»m&m, mnmm&ft* mmm^mBm, m>m 

SREBP(sterol regulatoru element binding protein) 2 N HMG-CoA (th'D^J/ 
^ ] ) ;i/3i>1f'f A A) MtzWM^ SCAP (SREBP cleavage activating 

protein), SIP { site 1 protease) (ER) m&&M±3)\,Vfomtefttt 

maws &mmmfcMt>z>mft , ms x&m&n<Dnw$mMffifcMt>%m&nfr 
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mm&mmmms ^-t^ntEm m^m^mm, tmm^mm, tm 
mm^mmmmBMs ft^Mai, iic»^Em i^n^sim 

m&m±. SREBP2, HMG-CoAMtc^s SIP, X&SREBP cleavage activating 
protein tr$)<5o 

^mrnvx? ^i<it j^-^^s mmm^mm 
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&s 2 mmM±(Dmm^^^^ n ^tizx^s ±m 2 m 

mn±, srebp 2©s f 9mm^(Dmm^mTm^^>^>o 

m 2 fi, i&mtmtmiLtz srebp2 (Dm^mmm^^-tmr^^o 

m 4 s r e b p <b$mt>4)\;7, & tmgk(Dffim%:B-rm~e&% „ 
m 5 & s see b p©v^xKifiirS©#M©ism^^-rii]-e$)§o 

EI7«s mW^7^)l^±(DS IPC ££^^;i/^±©SREBP©tJJir£ 
0 9&, S RE B P 2 t S C APC^f e/'f ^^©^©SgS^^t^ 
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m^mmmm&ms mnmrnm^ mmm^m&n, 

mffi&mmmtLTte, ^uzTU-)i>ttmfcmt>z hmg-coa m^mm^ 

ACAT(acyl-coenzyme A : cholesterol acy ltransf erase ) s la -hydroxylase &£T 

&mft>ti&o $Lt£ffimtem£>%>*/ h^n— a p4 5 0^ ^ h3>Fij7t# 

H2^^>^fc||b§7 , D-b^i/>^7nr7-^SJ;Lt SIP (site 1 
proteaseX furin s PC (proprotein convertaseX S2P{site 2 protease X :£> 
K-lz D (endothelin converting enzyme X T>^r^"^ >i/ y^t^MM 

(angiotensin converting enzyme X neprilysin S 7c notch i'^Vl/fcif 
®^^^-;HE^^J-Hfc>?) ADAMS(a disintegrin and metal loprotease) family 

X.«\ riy-fe-'J Xpresenillin)^^) ^ «^fl©^if fclifoS matrix 
metal loprotease W* s fe if ?>ti^o ^©ffe diacylglycerol ^MiUs ^77^ 
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adenylate cyclase U¥®*/7i-)VfcMfcM^T%BMifi$>\ft>tiZo 

bLX^V-JimMm^M (SREBP), Notch, Irel, ATF6 £>fts * 

fz^cDj&T^uj FmWifcHk&W (Amyloid precursor protein), TNFa (tumor 
necrosis factor) precursor. Stem cell factor, M-CSF (monocyte colony 
stimulating factor) precursor, Klotho t£.¥ifi&lf ti%> 0 

m^mmm^itm^b Itli, 7°U-fenU>(presenillin), SCAP(SREBP 
cleavage activating protein), J£2ffii % <foU£>tiZ> 0 

mffi&Mm&m&nbhTte, ni/^Tn-^^^M^iiti, npc 

(Niemann-Pick type c) 1, ABC(ATP-binding cassette) h ^ >X^°— , 
*&*)y (caveolin), JMfi@t b ^ ^— (fatty acid transporter )#&tf£> 

tl, £fc GLUT1-4 h 5 >X^-^-^tflI h 5 >^-^-, 

glutamate tanspoter, serotonin transporter t$.¥(D~P K JWi h ^ — # — 

Secl2 ^tl^o 

^©«©«^MS«J;^^fc||^?»SaS^bT, NCAM( Neural cell 
adhesion molecule), ICAM(interecellular adhesion molecule), ^F^xUV^ 
T ^, U— , 4 >^ri?V >, r^tn U >, ■T^^E^U-'f >, L-selectin, connexin, 

glM?i-^?lfE^^'^#: (major histocompatibility complex; MHC), M6ff© 
^&4fj§Bltk: Hfo 3 £:#x. £ lx§ calnexin, PDI (protein disulfide 
isomerase), CFTR (cystic fibrosis transmembrane conductance regulator), 
major prion protein precursor( 7° U ^ > )ft if© ^ >g SM^afe If ti%> 0 
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^ (*-'jhF7) tm^ti^mxi^^miz-D < ^-m(D^-( ji^tm^M^- 

mti^^Ts (NPV) T&£ 0 &?M3 lkDa©^'J-\FU>^> 

w-mmfe^- * m x l x % t> 4 i±± < & < mm vmm t & 0 

— h ^ 7 r • ±1 U 7 Js-)\y—ti (Autographa californica) NPV (AcNPV) 
^^□(D^t^^-tiJ (Bombyx mori ) NPV (BmNPV) 
j )]/Xfi^7$-tLXm^%c\t&X^Z>o 

AcNPv©i± mm, mmm) tvxit^^^y 0 ^^ • v^^v 

(Spodoptera frugiperda ) W8& (SfH) te¥&m?*>tu BmNPVfflf 

a£ mm, mutism) thxitBmN mm^tm-f^n^o stmmit, b 

mN4«^^fcj:b^ii^l3iS^V^^^, iktz, AcNPViit hMKJ; 

hmHmmmu¥te&mmT&m±i%^T%c\}iftt>, acnpvicd^ 

m^hVXlt, Spodoptera Frugiperda Sf9 &£Z? Sf21 S. 

frugiperda ®&(DWMBMfr hWiL bt^^ Invitrogenftfe £ Pharaingen 
ft (SanDiego, CAX ATCC &^kA^tre&£o ££TU£M 

h7>7,7 7 -^/7^-0^0^^^(i-^{:}ifkb ~ 1 0 k bifijgT 
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So 

©JIWJ^bT^ AcNPV^h7>^77-^^^-fcltil pEVmX 
IV2s pAcSGK pVL 1 3 9 2/1 3 9 3. pAcMP2/3, pAc 
JP1, pAcUW21 s pAcDZU pBlueBacIIL pAcUW 
5 1, pAcAB3 s pAc 3 6 0, pBlueBacHis, pVT-Bac 
3 3s pAcUWK pAcUW4 2/4 3^irWe»tlx BmNPV^h^ 
>^7 7-^^-tltlt pBK2 83, pBK5, pBB 3 0, pBEK 
pBE2, pBK3, pBK52, pBKblue, pBKblue2 s pBF 

i^mmm^m^^ £ ^ ii^f^x. t> n-r a 0 

mmmm csf 9»BmN»^ -e&£o ^n^tj;^® 
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(Spodoptera Frugiperda fflm$M Sf 9 &&Zf Sf21 & £©ig##fflR X&MEfe^ 
(budded virus, BV) %Mfote¥(Dfttmftte£^xm®LTZZ. 

&X & <£ l>o 

5fcTr««©t^M£ 5oo~i, 000 gxm>mmi,x, nmm^n 

*3-Utr-()W*<g%s±.m*mWLlrZ>o i©±i^3 0, 000-50, 00 

0 gxm>^MiLxmm^^^^ti^^jvx^^m^^m^o zoom 
&}|e^o (d±\z$j )ix(DmffiVa%mi3Ls m,ooogxm>bfrMLxfrmT&o f# 

r»&Mx.^4 0 0 0 og xm'hftmT&ztizxbmm^^t'j 

■r % o ^cDiuxR^nfe^uy h ^ 3® & m m m £ m m u s 

lyso-phosphatidylcholin fOMTlIbs £ £ (3 30000 rpm» 

<Wp-&<£ l h 5 0%£Ut, c fct>$?l;b<&6 0%J^±^f){:$flb<li7 0% 
<&9 5%a±^tgf4«^T@iK^tiSo C©cta^Mf^b^»J©IIMeM§ 



s^s wm&mmmm&n, ft*;i/sais jKo«g®as. smw-^sess 

■5- U - £ bT (is^fE:^^ -f tf ^ h >j ^ ^ ^ U £X 

^ k ^ >r ^ u - (n > tf^- h u ^ ^ >f f'y u -& £A w e> ft a 0 

m^mmmm&m, fv^m&m, mvmmm&m, tmm^m&n. 
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mm&mmmm&Ms f-^^^m&m, i&ammm&fi, m%m j m&w, tm 
&mmmm&m, mvmm.m&'st, mmm^-m^m, tmrn^ 

mmtk^t. mz.&, 7^^,300, #{31 2^ 1 6Bmmn2^tzit3m 
^Tzztm^hi, s4i^its^ti)o ttm(D&-$-mm%mmfe 

^o.M>K RAS CMPL(Monophosphoryl Lipid A) +TDM( Synthetic Trehalose 
Dicorynomycolate)+CWS(Cell Wall Skeleton) 7^a;t> h^^^A) s 2kB&fb 

tlfe^ ^i^bT^©^#^?i^Il]^Mt-?»o ^H100/zg-l 

^ftbfeiii?L»w^ii^©^t^D«§^mbTs m%.um 
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tits ^;?v~i-)mfo%imr%mtiM±s mm, mmsmmts* 
v-^mmt<DMM%k&iz ^om^jf-v %imirz> ztizx*) mm®^ 

ntmrnm^m^u ztit^^u-^mmt^^ti^MucD^m (G.Kohier 

et al .,Nature,256 495(1975)) Iz X t> Sk^rTS ^ i: Id J: t) s 

vt>^liP3X6 3Ag8, P3U1^ Sp2/0^h 4 W^^o i 
M^ff^a^l^LT{i, *iJx^-l/>^iJn»JK -te>^V<^;^ft2f© 

^7r'j> • (hat) m&%nmm^xmmT%ztti$x%%o 

£ © J; o iz L Tf# fritz > w ^ U K — ^sa^-rs^^n — 
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mmm 

msmi :^^D-;mfieisaw (srebp2) ©iihKAicM 

SREBP 2 (iLDL^§#^HMG-CoAM^^^^«f*in ^X^P-;i/fggfit||fc 
x>if>r A©^iilfl^o^^^^^H^-e^>?) (BrownMS, Goldstein 
J., Proc. Natl. Acad. Sci. U.S.A., 1999 Sep 28;96(20) : 11041-8, A proteolytic 
pathway that controls the cholesterol content of membranes, cells, andblood) 0 

p -^mmmfc^-cD y u ^ -±® sre iH^o t m-^-r % - h t «t *> , ^ § ?s 

ttfbTS (Brown MS, Goldstein J., Proc. Natl. Acad. Sci. U.S. A. 1999 Sep 
28;96(20):11041-8, A proteolytic pathway that controls the cholesterol 
content of membranes, cells, and blood) Q 

(i) M&z./^z.vtj frxoftmt sf 9mmi§m 

t h SREBP 2 ^MMfc-F (Hua X, Yokoyama C, Wu J, Briggs MR, Brown MS, 
Goldstein JL, Wang X., Proc. Natl. Acad. Sci. U. S. A. 1993 Dec 
15;90(24): 11603-7., SREBP-2, a second basic-helix-loop-helix-leucine 
zipper protein that stimulates transcription by binding to a sterol 
regulatory element) § pBlueBac™ $ — (Invitrogen, Carlsbad, CA)t|I 
fr&fvfdo Sf 9 mB ( Invitrogen) fcfc 1 0 % t> ^>1MI (Sigma), ^—i/ U > 
(100 units/ml) SI>*X bl/7 h ^>> (100/zg/ml) Grace's 
supplemented media (GIBCO BRL)T 2 7 0 CT 1 0 cmgr>f ^at|ft§ll 
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fco ^Ugiii lL©Xft-77^3 (Wheaton) T? 0.001%© pluronic 
F-68(GIBC0 BRD^WnbTfr^fco ili^'^ri D >W ©fl^ttiM* 
(Bac-N-Blue™Transfection Kit, Invitrogen) Sf 9 Bac-N-Blue 

DNA (ApMNPVSl*) h 4 // g© pBlueBac-SREBP2 ^§«^^^I}^^>>^;1/^ 

fcffrifcbfco 

( 2 ) ^31© SDS-PAGE t t>*-7s$ >7'P y hflgfrf 
( 1 ) b feiii >7 >f £ 6 wel 1 A v */ =l £ X 0 . 83 x 10 6 {S/well 

©Sf9«£M0I (multiplicity of infection) 5"P^^ (2 4. 

4 8^ 7 2M) t«h^f±a^i«)fe 0 Sf9«£ 

^hb ±rff^^«±MlH^^b-y->r;i/il^^T^-f ±^70°Ct:##bfco US 
fl&B^filwell fefe^ 1 0 0 ^ 1©^SU >i;t^7 7- (0.1%TritonX-100, 
aprotinin 0.5/zg/ml, leupeptin 0.5/ig/ml, pepstatin A ljug/ml £lirtfU> 
I^II»^S^iM7_K) £3g$|U PMSF (phenylmethylsulfonyl fluoride) £100// 
g/mlin£. 4°C3 0^^^;i/^^^^bfe©~fes lOOOgtrlO^n©^© 
±^8 0/zl(c2 0/zl©5 x SDS > ~7°)V/*\ v~7 T — ( 0 . 2 4M©Tris-HCl, 
P H6.8, Z.Z$%(D/3-*)\;i]7°Y^ 2.25%© SDS, 50%©^>J-ten-;K 

0.0015%©^D^7iy-;i/7>-) §JPX. 9 5°C1 OMIIbfeo 
vftHi^K£^©3; * 80// 1 \z 2 O a 1 © 5 xSDS WW 7Y—-&m%MM&M 

^n^©^>7°;i/^8%SDS-PAGE^y;i/«MMbfc©^. 5 0Vt-2lf|^ 
(Highbond ECL, Amersham) tfe^bfco Is^l&^D y ^ 
-^3 0^7"P y ^ bfc^SREBP 2 ©£;i^^>;i^$£fgJf5T £^ / ^ p 
1 C 6 (ATCC No CRL-2224) © v^JfoMUS 3 0 0 0 1 S§ 

P^Jft^^ TBS (2 OmM©Tris-buffered saline, pH7.4) ?3»E ^ 
tf^^v^^ IgGJrC#: (Sigma) 1 HSfaafoj*^ TBS xmWfe, 
Supersignal vest dura (Pierce )T^b^7 f 6^^ X^7^M«$tfe 0 
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( 3 ) sf 9 ^iMii^M 1 )^;^®^ z xi-Tsm^/mm^ 

Sf 9«& 1 L©^b 0 ^- 77^3 (Wheaton) 5x 1 0 8 M/5 0 0ml ©}t 
ST Grace's supplemented medium (3 1 0 %FCS, 0.001 %PluronicF-68 
( Gibco) %mu U MOI 5 T SREBP 2 ffillUt ^-f »^t7 2 Wibfeo 

soog, i o^mcom^^^mm^^m^s ±M£4oooog, 2o^m 

MB'bLX^ -€©tt$l£ 4ml © TE ^ 7 T— (1 0mM©Tris, ImM © EDTA, pH 
7.4) t^^> FLfeo^^?>Ii« SW2 8n-^-©fa-7'(i2 5% 
~5 6%(Dmm^^U~7,mi3 6ml £ TEM-^7T--ef«bs ±B04)IX 
©suspension 1.2ml §±(3lfc, 100,000gT9 OfrfflM't^ j&to^-o-— :?± 
JgJ:D 1.5ml To^ljf«b fee 

(4) SREBP 2 g> lijj&fb 

Sf 9 (1 x 10 9 ) 5 0 0ml ffitm^mz SREBP2ffim^^^;b^^ MOI 5 T 
mm^^s 7 2mmW:, mm^^mttJ (budded virus, BV) £4 0 0 0 0g 
H 2 Ofrm<DMM'h'£mUhtzoMm>bCD^U y h £ TBS 4 ml lzWMLM& 1 % 
IztzZkolz lyso-phosphatidylcholin ( Sigma) ^JOXs^tr 2 Rf P^JIbfco 
T>P — ^— 90Ti T3 0 0 0 0 rpmt2 0^©^^H^fTV\ ±?ff 

(5) 77^~T^-7P-7F777^- 

1 C6 ^^-TSA-f :7 V F-^«(ATCC)©^#±ti4 L^£>7°PtM >G 
pb^A (Pharmacia) 40mg © IgG SfiMU CNBr activated-sepharose 

(Pharmacia) 8ml l:*^7'J>^lTlC677^-r^-^nYh^77^- 

±^®#£EIlK£;ftJirTO4b®S£PD 1 Oft^A (Pharmacia) 
7 7-A (2 OmM© Octyl-glucose §^tf 2 OmM © HEPES ;<Cy y r— „ pH7.4) 
137-^^7 7— &$!U ^©^_hlHlC6T7^5^ — t h^77^f- 2ml 
i:777^ b 0. 5M©NaCl ^tf/^>7 7-AT»bfcts 10M©J5<fS£ 
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n^yy—^LtzCDib, MonoSft^A (Pharmacia) Izyy^J U 7 7)1-?*/ 
T SMART ^rAtts 0 -0.5M © NaCl nM?^ M^m^ffofco 

(6) SREBP2©I§3|| 

^Jii^^^^^^^^flliit-^^y^P-^Kft 1C6 (ATCC, USA) 
WC>>:t;**>:/Py M££J;t>fitlILfc (El 1 )o ^com^s Sf9|BM-«:2 4 

©4 8mmmzmm±.miz®iu£ti% mw2(Dm&%mm~rz>tz#), mm±m 
*M'bfrmLfehzL?>, 8 o og -e©3 o^m(Dm't^i±±m^miu^ti, 40 

0 0 0g?2 O^CjSjlVett^y hM^^miR^tLfc (H2) 0 ^tl(±igi± 
mz&&t%> Sm?2ifijmm-&¥(D debris ^ttlfflJ^<^;V 

^Jg^JSa^^T^lJLfe i: Z. 5sSREBP 2 * W^Sf & SDS? PAGE ±£^>-f& 

&iimm^Mt> J )V-A^y^v—?°$ y )^5>M gp6 4 ^|5jc]ii^{i[i]jK^ti 

(|3) 0 d*U«i\ SREBP2#^J3W©$#T&&< t7-<)}/Xlz.mn£tiT^% 

a ^z.<Dmft* 1 % u wt/?->-ewm?%> 8 0 %f§jg#Rr$g@i#i;:[ai 

(7) y>>^^M 

lxl 0 9 ,«/5 0 0ml ©Sf 9v««t,5M0I©SREBP2|ift^^^;^^^ 
fgi£-g\ 7 2H#ITO^jh#ffitfc<fc!K ||;tJranWjW (BV) $ U >i£li 
fj$t (PBS) 4ml IzmMmULtzo 7>)^§-E^o 3 ^ 

avenco. 1 o/i um®^^ ));xmm%:%L^LXs ^0© 

&^fcJ;bm^##J?fc£ft££££i£^bfc (El 5) 0 
^WJ 2 : SIP ©^iji 

s 1 p i±x 9- n i/ p< > h w^g srebp (Dmmfo*wmir2> - 
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MWkMMMOy'ti^y— fc?T?&£ (Sakai J, RawsonRB, Espenshade PJ, Cheng D, 
Seegmiller AC, Goldstein JL, Brown MS. , Mol Cell. 1998 0ct;2(4) :505-14. , 
Molecular identification of the sterol-regulated luminal protease that 
cleaves SREBPs and controls lipid composition of animal cells) 0 SREBP CO 

er m?v]'-7*te&%> rsvl mmm^mu ^ymmotui^iyjvmTW 

mT%o 1 0 5 2T^;M£^1&Z>7°Wf ( 1 4 8kd) £ bT ER iz&f&g titz& 
J3 N ^^;i/^7^K^it^tiAMSlP (1 2 Okd) £te& 0 %cofe3)\,i?fo 

tzmmgti&BfrffiTzm&ibL, bi (io6kd) &b<sic§ysip oskd) 

(Espenshade PJ, Cheng D, Goldstein JL, Brown MS., J Biol Chem. 1999 
Aug 6 ; 274( 32 ) : 22795-804. , Autocatalytic processing of site-1 protease 
removes propeptide and permits cleavage of sterol regulatory element-binding 
proteins) 0 tt&i^ltH^ BDNF (brain-derived neurotrophic factor) ©r^P-te 
^^>^iihtttii§^tlt^5 (Seidah NG, Mowla SJ, Hamelin J, 
Mamarbachi AM, Benjannet S, Toure BB, Basak A, Munzer JS, Marcinkiewicz J, 
ZhongM, Barale JC, Lazure C, Murphy RA, Chretien M, Marcinkiewicz M. , Proc. 
Natl. Acad. Sci. U.S. A. 1999 Feb 16;96(4):1321-6. Mammalian subtil isin/kexin 
isozyme SKI-1: A widely expressed proprotein convertase with a unique 
cleavage specificity and cellular localization^ 

HM?'J 1 t I^Mifcs b h S 1 P cDNA (KIAA0091, Kazusa DNA Research Institute) 
£ P BlueBachis2™ t«a^a^^^^-§#^U ApMNPV DNA (BAC-N-BLUE™, 
Invitrogen) t&te Sf 9 ,«(-±t«^^ ffit^;t^;i^£f#fco High Five™ 
IBM Invitrogen )& 16.5mM© L-glutamine ^MMLfz Express Five SFM(Gibco) 

Z<DffiM2.t7j)VX& High Five™ «( Invitrogen) lz MOI 5 tt^t, 

mmmitmmfcfflimft&tJKx (bv) zmmvtzo b r sip©§^:^ 

SMffiffl 589-604 ££-J$U Keyhole Limpet Hemocyanin h LT 

^fe ^ c: i tmm 4 8 BtP e 1J^P$©^#±^M^ (BV U#) fcliUK£ 
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fitz (EI 6) 0 



^»J2^mjSBbfcMt)^SlP(±SREBP©l 2 5kd (DBMim^W^^m^ 

M^xwmt^mm^^o wmv^ h^rxxl t^m&^fr, (d 

/J^f*^t:^§mLfc;i/-rfflaia^t:RSVL tVN^ S1P©«HM 

;i£>tiTl^ (Brown MS, Goldstein JL., Proc. Natl. Acad. Sci. USA, 1999 
Sept. ; 96: 11041-1 1240., A proteolytic pathway that controls the cholesterol 
content of membranes, cells, and blood) D 

mnmite&bmmfttjKz (bv) ^>-<n-r^ sm?2&mL$titzm 
^;i/x©wij(3(q]^Tv^^^{3^^o mm^mmm2izx d bv izmmzntz s 

S 1 P iz <k % SREBP 2 (Dtyffi Z%ti>¥5 fr&mt^&fz 0 

SIP g> SREBP2 wmft&czmfeVk 

SIP ^ fctt SREBP (D U n > Y ^ -i JIX % Sf 9 j&fflflgfc: MOI 5 1?m%i£ i2\ 72 
BtHg^t BVH^^^M^ l^i:^»J2 tliiltlfcjiftfc: £ TBS My 

77- (lOmMTris, 150mM NaCl, pH7.5) T«bfco TBS tiS^bfe BV > 
h (Bio-Rad) >M^S£?t &ofco *5ti:ft£ SREBP 2 -BV 

£g£lfl© S1P-BV l± 1 MJ^rt^^gHrlJ^^^ti^ti 10 Mi^lfeoi 
fc N sip ©^^bt^^*;i/^^A>r^>ii*;i/^e7AT-fe^-h^^^ 

t^^cfcatSJiSMtvabfcoMjS{± BV^fc*;i/^^A^cfctJfEDTA(pH7.4)s 
EGTA (pH7.4) £MlU 1 M/fo#«a s 20//1 fc&S £5 TBS My 7 7— (pH7.4) 
fef^s 37°C H 12 H^mg-f > ^ i 3 > b o M^ffli^Mtts 
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5 x SDS U->>OWS y 7 y-l? 95°C, 10 ^(Dlll^ U 8%© SDS-PAGE ^ SREBP 
2(DT^;^mteMT%t7V3rtnMm R004 Wfe^x^^^^D^ h £fr & 

SIP g) SREBP 2 Wmffi&<Dfflfe 

SREBP, Sfctt SIP ^HiB^^fe BV %mmhT 37°CT 12 l$H>f h 
bfct£5s 5 nM#;v^A#£T^Jfc£^fc£|l^ KiferiR004 

^ >yo * h-e srebp <Dftmmya£%%-t>ti%~*(D* v*-w*> ^tmm 
gtitz (m7)o z<Dftmm$to£%zbtiz>rt> (Rf 

£>HtHbfch£5. #^MJfa78W)a£:64kDa-e&-ofco £ © 5 64 kDa fck |g 

s^n-rv^ srebp-2© sip wmtex&ftmmyo («) ©^s^-gtbfco 

^©^Piil0mM©EDTA(3j:(3^^Pfl^^tlfeo £^©^ll&^r£ 
tlTt^S SIP ©f£Hh-gtT£ (Toure, B. B., Munzer, J. S. 3 Basak, A., 
Benjannet, S., Rochemont, J., Lazure, C. , Chretien, M. and Seidah, N. G. 
(2000): Biosynthesis and Enzymatic Characterization of Human SKI-1/S1P and 
the processing of its inhibitory prosegment. J. Biol. Chem. 275, 2349-2358) 0 
bfrU 78kDa ©#8?jg^©^&&<x §rfc&^^##&^£©fr&&^& 
in vitro T©#f^£ft£#fl?&©fr&£ ^ izMMbTllfrl- 2»&&&%> % - 

^Pj4 : SCAP M<ic SREBP 2 SCAP fc©£38gi 

SCAP (SREBP cleavage activating protein) Jiv^P — ;Hz >+)-— r' : ^ -Y > 
(SSD) ^^o8®mMMM©llMaMT\ ERMi- SREBP ^^p-fi^SJMi 
bT#£^& (Loisel TP, AnsanayH, St-Onge S, Gay B, BoulangerP, Strosberg 
AD, MarulloS, Bouvier M. , Nat.Biotechnol. 1997 Nov; 15(12): 1300-4., Recovery 
of homogeneous and functional beta 2-adrenergic receptors from extracellular 
baculovirus particles) 0 SSD ifia l/^^P-;v©^J>^^U &1®(DffiMte 
«fc SREBP £ SIP (DftftiT ^3>^J:x^3 - hTZ> (DeBose-Boyd RA, 
Brown MS, Li WP, Nohturfft A, Goldstein JL, Espenshade PJ., Cell. 1999 Dec 
23; 99(7): 703-12., Transport-dependent proteolysis of SREBP: relocation of 
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site-1 protease from Golgi to ER obviates the need for SREBP transport to 
Go lgi ) o d © J; o SCAP & n u X ^ p -; W£M£ £ SREBP £ «ii £ ^ 

SCAP ©#§31 

t h SCAPcDNA (KIAA 0199, Kazusa DNA Research Institute) £ pBlueBachis2™ 
(Invitrogen)fcm&&^^**-£#f£b^ ApMNPV DNA (BAC-N-BLUE™, 
Invitrogen)^±t^ Sf9«i3it«$-&, W&%.$<{ )VX*mz 0 Zti* %M 
m 1 tmUte Sf 9«i^M0I 5 fctii^t, His-tag iznr^m^ (Qiagen) 
TMA>>:/ny h bfcfgmsSf 9«t|g^tiTV^§ SCAP i»^bTV^©t 
Jt^ BV tMbtl^ SCAP JilEbl^lfr^&^bfc (SI8)o 

SREBP 2 £ SCAP (Ditmm 
SREBP 2 ^ SCAP l±#;l/#*^;i/*^7?ffi£tfMB U ^rD2 Ift^MU - 
zi l^^P P—;i/ISi5 tiT 1^3 (Sakai J, 

Nohturf ft A, Cheng D, Ho YK, Brown MS, Goldstein JL. , J.Biol.Chem. 1997 Aug 
8;272(32) :20213-21. , Identification of complexes between the COOH-terminal 
domains of sterol regulatory element-binding proteins (SREBPs) and SREBP 
cleavage-activating protein) 0 

mmm 1 h^wl b & srebp 2 ©amx. t scap ©«x. ^ a ^ & sf 
9«^^n^ti mo 1 5 n^mm^^, ? 2 mmn 2oomL ©^#±^^0^ 

fc BV £ 4mL © TBS bfco^© 5 % 1 mL %mMM 1 © SREBP 2 © i: [si 

a^a^l%© lyso-phosphatidylcholin ( Sigma) ^initlSt 2 ^libfeo 

^©t^ 4°c-e 10,000 g, io^^©^d^mi^fTV\ ±?it$fc^£#$£[iiiKu 
±?t£i5r$M£\ itm^mbm^^vtLtzo ntmffifr% 500^1^^20 

©1. 5ml f-a— 7fc:#£U lC677^r^-fe77P"^ 30/zl*fci± 
Ni-NTA (Qiagen) 30//l£»bTs 4°C-e 16 HtFsl [HMMlbfeo 

^tL^ti©^o.-y^3oog, sfrMMfofrffiu ±.m%fzm±mtu mm^ft 
y b t bfco ^tfc±?f 200 ^ i&t^y (5 fgM©r-b h >mn. 
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? 20°Cfc 30#ng*^fc^ 3000g, 20frm&ffi) u souKDmm^^yr — 
(10 mM©Tris-HCl, pH6.8, 100 mM© NaCI, 1%© SDS, 1 mM © sodium EDTA, 1 
mM © sodiun EGTA) £SU 20/il©5 x SDS ^TVWW 7 ^-§JPX.T 
95°C5^«abT SDS-PAGEffl-9->r;i/(H9 U — >4 N 5 )£Lfz<> 

mt^v hi± 500// l©0.5%lyso-phosphatidylcholin^tfTBS tH^U 
4°C-C 16 B#H^ 0fc*S*nU Z-ti&-mB(Dffi^tLtio =Ih]@©^V> 
tt|sia©^ , ^7T-§jPX. l^HllE^U 300g, 3fr(Dm>hfrMte£iO±m 
%&MfcioWl$Ls Mk^W h£100/zl©2 xSDSIt^VVMy 7 7- (60 mM 
© Tris-HCl, pH6.8, 10%© /? -mercaptoethanol, 6%© SDS, 10%© glycerol, 
0.008%® bromophenolblue) Ciibfeo 95°G\ 10 ^lOlli^ bfc^ 1000 
g-e 10^©^[M>ft£:fe-&l\ ±$g& SDS-PAGEfflit>r;KEI9 l/->6, 

sds- wmtt^Kk ^Ay/n y h^tt^M?!] i hmm^fi^fco ^ti^en 

© SDS-PAGE ffl^>7°;i/& 7.5%SDS-PAGE t^Hitllfefflt.s 70 V 2 B# 
in h p-b;i/P-^It:|s?bt x^^ y h^ffofco 1C6 iri#;Sfe(i 
His-tag tett-r2>itm£.&\) SREBP £ SCAP ©IMi^Tofco Ni-NTA Agarose £ 
J;Ds SREBP £ SCAP £s±±tfc« £ ttfB^tU ;^aD^t*SM*M 
bTi^£#x.£>tifc (|9)o 1C6t:7^-^ — fe7 7n-Xfl±IMM 
$ bTU&l^ SREBP ©^WT^^s SCAP £(DW&immz& D 1C6 ^ 

SfiK, M©«it®fiHs getH^Sim irdiCll^fcllfc* 

®tm X^S^©^«mi^^Hto?»MeS^^?g^^tiasaK%lg^ 
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1 . wm&mmms mmm^mmm^mn, mm^mmmmmm^ mm 
-smmmmm, ma>mm&m. tmm^mms tm&* 

2 . sj^^»*©«s msmmmmzm^ mm 

GMmmmsn, f-^^m&w, Wkvmmm&n. its^ia^ urn^m 

^§yf«MaHs ^t*;i/se^ K©«atsa!Ss mmm^m&m, tmm< 

4 . it^Msm mmmtfmmm<D&n, mm^mmmmitm^ mm 
^mmmm&m, *^*)imm, mommm&fi. tmm^mm, tmm& 

5 . mm&mmm, mmm^mmm^mms wm&mmmmmm^s mm 
^mmmm&m, ***»m&w. m&mmm&'R. mmrmm&m, mam* 

MfiK SREBP 2 N HMG-CoA MjxMM^ S 1 Xtt SREBP cleavage activating protein 

6 . mm&mmm, mmm^mmm^m, mm&mmmmmm^ mm 
Gmmmm&m, ^t^vsass g^n^an^ tmw* 
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mtK SREBP 2 „ HMG-CoA MtuWM, S 1 P s Xii SREBP cleavage activating protein 

9 . ms^m^ i^M^§y^*©sKs wm^mmmmmtm^ mm 
^mmmm&m, ft^;^ai^ it©^®^ mmm^m&m, mm^m 

10. ff5f<ri9tfBi4©^y^^ne7^;i/^^M^T, ±fBM6H«© 

^Mif^a^ f+^Maa mowmm&m, mmrmm&w, $im%k 
ffit>mmmmftm, ii©«tmim g^w^saKx wm 

:x n £ £«;i^fcJ;tK ±13 2 *1MJ^±©M ft ©$!ii£ § 

mm&mmmmm, ?^*)imm, mvmmmm, mmmmms am 
&m n n t> 5 m a jet, xtts e m© iisifcflBgjf^ k n fc § £ a e> mm? n % 

1 4 . mmn 1 3 ^hbji©^^ tx^^ti^^o 
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m^s mm&mmmm&Ws ?**)i>m&^ moommm&Ws mmrmmMs 
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